1. Introduction {#sec1-diagnostics-09-00101}
===============

Ionizing radiation (IR) is responsible for different biological effects that are strongly dependent on radiation type, exposure patterns and dose levels \[[@B1-diagnostics-09-00101]\]. While the deterministic and stochastic effects of high-dose IR exposures have been widely reported in the literature \[[@B2-diagnostics-09-00101],[@B3-diagnostics-09-00101]\], the risks of low-dose radiation still remain an important scientific open question that needs to be addressed. For instance, it has been shown that stochastic carcinogenic effects could occur as a consequence of low levels of radiation exposure with a cumulative risk over time \[[@B4-diagnostics-09-00101]\].

Cone beam computed tomography (CBCT) is a low-dose radiological examination that is able to improve the diagnosis and treatment outcome in many fields of dentistry, including orthodontics and dentofacial orthopedics \[[@B5-diagnostics-09-00101],[@B6-diagnostics-09-00101]\]. The study of the biological effects induced by CBCT exposures could represent the missing link in our understanding of low-dose radiation effects on human health, especially in the pediatric population (PP) which is more radiosensitive and has a longer lifespan. As such, the cumulative stochastic effects need to be properly evaluated \[[@B7-diagnostics-09-00101]\].

In the literature there are very few molecular epidemiological studies capable of answering questions related to the effects of low doses of IR, such as individual radiosensitivity, noncancerous effects, and tissue sensitivity \[[@B8-diagnostics-09-00101]\]. Moreover, a limited number of salivary biomarkers have been identified for IR research purposes. Among them none is able to accurately describe the effects of moderate doses of IR exposures \[[@B9-diagnostics-09-00101]\]. So far, most of the low-dose IR biomarkers have been searched for in blood, cells, or tissue samples, but the development of simple and non-invasive methods for the study of biomolecular effects induced by low-dose radiation is of foremost importance \[[@B10-diagnostics-09-00101]\].

In recent years, the use of saliva as a diagnostic tool has gained considerable attention. As a diagnostic fluid for monitoring oral and systemic health, saliva offers superiority over blood by being non-invasive to collect, easy to store, and cost-effective for large population screening \[[@B10-diagnostics-09-00101]\]. The salivary glands are often within the primary CBCT radiation beam, receiving high radiation per organ dose \[[@B11-diagnostics-09-00101]\]. Therefore, the salivary secretion could be used for specific biomarker identification in the case of low-dose radiation exposure, especially in children, for whom blood sampling is difficult \[[@B12-diagnostics-09-00101]\].

Raman spectroscopy (RS) is a spectroscopic technique based on inelastic scattering of low-intensity, monochromatic laser light by the vibrating atoms of the sample under investigation \[[@B13-diagnostics-09-00101]\]. The use of RS for biomolecular research became very popular since it is a non-destructive method capable to investigate different types of biosamples (tissues, live cells, biofluids), with little to no sample preparation \[[@B14-diagnostics-09-00101]\]. Recently, it has been shown that significant changes in the Raman spectra have been detected in the case of irradiated dental pulp stem cells after repeated CBCT low-dose exposure \[[@B15-diagnostics-09-00101]\]. New developments in Raman techniques, such as surface enhanced Raman spectroscopy (SERS), allowed major improvements in analyzing different types of biofluids \[[@B16-diagnostics-09-00101]\]. SERS is a surface-sensitive technique that enhances the Raman scattering process for molecules situated in the immediate vicinity of plasmonic nanostructures \[[@B17-diagnostics-09-00101]\]. It has been successfully employed for analyzing body fluids (blood plasma, serum, urine, saliva) and the results are very promising, especially in the case of cancer detection \[[@B16-diagnostics-09-00101],[@B18-diagnostics-09-00101],[@B19-diagnostics-09-00101],[@B20-diagnostics-09-00101],[@B21-diagnostics-09-00101],[@B22-diagnostics-09-00101]\]. In a very recent study Stefancu et al. have shown that SERS analysis performed on saliva samples, combined with a principal component analysis-linear discriminant analysis (PCA-LDA), can be successfully employed for diagnosing Sjogren's syndrome \[[@B23-diagnostics-09-00101]\]. These results suggest that salivary biofluid could be used for studying low-dose radiation effects by means of SERS, even though in the scientific literature this type of research has not been reported up to now.

Thiocyanate (SCN-) is a biomolecule that acts as a natural antioxidant in the immune system and it was found in different types of human extracellular body fluids, including saliva \[[@B24-diagnostics-09-00101]\]. So far, its presence has been detected by means of high-performance liquid chromatography (HPLC), spectrophotometry, ion chromatography-tandem mass spectrometry (IC-MS/MS), and ion chromatography \[[@B25-diagnostics-09-00101],[@B26-diagnostics-09-00101],[@B27-diagnostics-09-00101],[@B28-diagnostics-09-00101],[@B29-diagnostics-09-00101]\].

Given its affinity for gold and silver plasmonic substrates, SERS can represent an alternative technique for SCN- detection in saliva, with high sensitivity and specificity. Moreover, SERS allows a precise SCN- identification without any interference from other coexisting anions since the C≡N stretching vibration presents a very strong vibrational band around 2100 cm^−1^, seldom overlaid by other vibrational modes \[[@B30-diagnostics-09-00101]\]. It has also been reported that salivary thiocyanate levels can be used as biomarkers for smoker's identification, since its value is much higher with respect to nonsmokers \[[@B31-diagnostics-09-00101],[@B32-diagnostics-09-00101]\].

In this study we propose the use of salivary thiocyanate as a biomarker for evaluating the effects of low-dose radiation in PP. We have performed surface-enhanced Raman measurements on human saliva collected from children before and after CBCT exposure by using a solid plasmonic substrate developed in our laboratory. The evolution of the vibrational bands assigned to SCN- and of other vibrational bands upon CBCT exposure were monitored and estimated by comparing the SER spectra recorded before and after IR exposure. To the best of our knowledge this is the first time such an approach has been proposed in the scientific literature.

2. Materials and Methods {#sec2-diagnostics-09-00101}
========================

2.1. Saliva Sampling {#sec2dot1-diagnostics-09-00101}
--------------------

The study was approved by the Clinical Research and Ethics Committee of the University of Medicine and Pharmacy, "Iuliu Hațieganu", Romania (ethical approval number 282, ethical approval data 11 July 2017). Ten healthy patients aged 12--17 that underwent a CBCT examination for orthodontic treatment planning were recruited for this study. The patients included in this study were not taking any specific medication, were not smokers and had good oral hygiene. The written informed consent was signed by the parents of every patient.

Patients were exposed to radiation with a low-dose ProMax 3D CBCT machine (Planmeca, Finland) using the following protocol: large field of view (FOV), 83 kilovolts (kV) and 54 milliampere seconds (mA∙s). The effective doses of CBCT exposure for children were calculated based on the Monte Carlo simulation method with the correction factor for age and examination protocol that was applied, being between 174 and 256 µSv \[[@B33-diagnostics-09-00101]\]. The variables of the patients irradiated with the large field of view CBCT, the irradiation duration and the effective irradiation dose are presented in [Table S1](#app1-diagnostics-09-00101){ref-type="app"}.

Unstimulated, whole saliva was collected from each patient 30 min before and 30 min after CBCT exposure. Subjects did not eat or drink for 30 min before and after irradiation. Saliva samples were collected using the passive drool method \[[@B34-diagnostics-09-00101]\]. Collection devices specifically designed to improve volume collection and to increase participant compliance (SalivaBio's 2 mL cryovials and the Saliva Collection Aid (Salimetrics, State College, PA, USA)) were used in the present study. Immediately after collection, the saliva samples were frozen and stored at −25 °C for maximum three days. Before the measurements, the saliva samples were centrifuged at 805× *g* for 60 s in order to remove food debris and the supernatant was stored at −80 °C until further analysis. The supernatant was removed from the BioSaliva Passive Drool device and a small amount (\~1 µL) was used for Raman/SERS measurements. No other filtering methods or treatments have been performed prior to Raman/SERS measurements.

2.2. Synthesis of Silver Nanoparticles (NPs) {#sec2dot2-diagnostics-09-00101}
--------------------------------------------

Silver nitrate (AgNO~3~) used for synthesis of silver colloids was purchased from Roth GmbH, Karsruhe, Germany. The aqueous colloidal solution was prepared using ultrapure water (18.2 MΩ×cm, Chorus PureLab Elga, UK) according to the procedure proposed by Leopold and Lendl \[[@B18-diagnostics-09-00101]\]. Briefly, 10.5 mg of hydroxylamine hydrochloride and 12 mg of sodium hydroxide were dissolved in 90 mL of ultrapurified water. In a second bottle 17 mg of AgNO~3~ were dissolved in 10 mL of ultrapurified water and the obtained solution was quickly poured in the previous one under vigorous stirring. The color of the final solution quickly changed from colorless to brown and finally to yellowish grey in the course of 5 min. At the end of the synthesis procedure, the colloid was rested for 24 h at room temperature before its purification and concentrated 10 times using the tangential flow filtration method (TFF) proposed by Dorney et al. \[[@B35-diagnostics-09-00101]\].

2.3. SERS Substrate Preparation {#sec2dot3-diagnostics-09-00101}
-------------------------------

Calcium fluoride (CaF~2~) polished glass coverslips of 25 mm diameter and 1 mm thickness (Crystran Limited, Poole, UK) have been used as port-probes for the synthesis of solid plasmonic SERS substrates. Prior to any measurement the coverslip was cleaned by using a standard plasma cleaning procedure \[[@B36-diagnostics-09-00101]\]. The SERS substrate was produced by pouring very small amounts (\~1 µL) of the silver colloid directly on the preheated glass surface (at 40--50 °C) and dried for 90 s. Finally, the CaF~2~ glass was left at room temperature for 30 min followed by the deposition of 1 µL of saliva samples (control and CBCT irradiated) directly on the solid SERS spots. The Raman measurements were performed on small amounts (\~1 µL) of analytes, drop casted and dried directly on CaF~2~ glass (standard drop coating method).

2.4. UV--VIS Absorption Measurements {#sec2dot4-diagnostics-09-00101}
------------------------------------

The VIS absorption spectrum of silver colloid was acquired using a T92+ UV--VIS spectrophotometer from PG Instruments, UK. The absorption curves have been recorded on standard quartz cells at room temperature, over a spectral range between 300 nm and 800 nm. The spectral resolution has been set at 2 nm.

2.5. Transmission Electron Microscope (TEM) Measurements {#sec2dot5-diagnostics-09-00101}
--------------------------------------------------------

For a comprehensive characterization of silver NPs electron microscopy measurements were performed on a HT7700 (Hitachi, Japan) transmission electron microscope (TEM) operating at 100 kV, using the high-resolution operation mode (spot size \~0.60 µm). Colloidal samples were deposited on carbon films on top of copper grids for 5 min followed by the removing of excess and 15 min drying time.

2.6. Atomic Force Microscopy (AFM) Measurements {#sec2dot6-diagnostics-09-00101}
-----------------------------------------------

Atomic force microscopy (AFM) experiments have been performed under ambient conditions using a NT-MDT NTegra Vita system mounted on an inverted Olympus IX73 optical microscope (Olympus Corp., Tokyo, Japan. The measurements were performed in semi-contact mode using Si~3~N~3~ tips (NT-MDT) having a resonant frequency of 235 kHz and a nominal force constant of 12 N/m. The typical curvature radius of the tips is \~10 nm. The images were recorded on different regions of the solid plasmonic substrates in topographic and phase contrast mode. Prior to any measurements the quality of the AFM tips has been tested on standard topographic gratings provided by NT-MDT.

2.7. Raman/SERS Measurements and Data Collection {#sec2dot7-diagnostics-09-00101}
------------------------------------------------

The Raman and SERS spectra were recorded using a Renishaw™ inVia Reflex Raman confocal multilaser spectrometer having a spectral resolution of 0.5 cm^−1^. The wavelength calibration was performed using an internal silicon reference. All the spectra presented in this paper were acquired using a 100× (N.A = 0.85) objective. A 785 nm diode laser (Renishaw, UK) was used for excitation. The laser power (measured at the sample surface) was \~65 mW for Raman measurements and \~1.95 mW for SERS ones. The acquisition time was set to 10 s. The spectrograph was equipped with a 1200 lines/mm grating and a charge coupled device camera (CCD). WiRE 4.2 software (Renishaw plc, Gloucestershire, UK) was used for data collection and spectral pre-processing, including cosmic ray removal and baseline correction. The latter one was applied to all spectra in order to eliminate the fluorescence background. Each spectrum was an average of 30 spectral acquisitions from different positions of the whole dried sample area.

3. Results and Discussion {#sec3-diagnostics-09-00101}
=========================

3.1. Synthesis and Characterization of Solid SERS Substrates {#sec3dot1-diagnostics-09-00101}
------------------------------------------------------------

Colloidal silver NPs have been widely used as plasmonic substrates for SERS measurements performed on liquid biological fluids (including saliva) \[[@B20-diagnostics-09-00101],[@B37-diagnostics-09-00101]\]. The major drawback of this method is the unspecific adsorption of large biomolecules (such as proteins) present in large quantities in the biofluids, leading to the formation of a "protein corona". This hinders NPs aggregation (due to a steric repulsion effect) and makes the adsorption of small biomolecules to the metallic substrate almost impossible \[[@B38-diagnostics-09-00101],[@B39-diagnostics-09-00101]\]. As a result, the SER spectra recorded in these conditions are largely dominated by proteins, making the identification of small biomarkers by means of SERS difficult to achieve. In order to overcome this major obstacle, the SER spectra presented in this study were recorded on solid nanosilver plasmonic substrates developed in our laboratory, according to the procedure described in the materials section.

The first step in the production of the solid plasmonic substrates was the synthesis of uniform spherical silver NPs. In order to remove all the secondary products resulted in the synthesis process and to improve NPs dispersity, by the end of the synthesis process the colloidal solutions have been purified and concentrated 10 times by means of Tangential Flow Filtering (TFF) \[[@B35-diagnostics-09-00101]\]. The UV--VIS absorption spectrum of the filtered colloids is presented in [Figure 1](#diagnostics-09-00101-f001){ref-type="fig"}. A very narrow absorption peak located at 408 nm, having a full width half maximum (FWHM) value of 85 nm, can be observed. This is the first indication of a high degree of NPs monodispersity.

The TEM analysis presented in [Figure 2](#diagnostics-09-00101-f002){ref-type="fig"} confirms the successful synthesis of spherical NPs. The statistical analysis of the acquired TEM images indicates a mean diameter of \~35 ± 5 nm, a value which is in good agreement with the UV--VIS absorption spectrum presented in [Figure 1](#diagnostics-09-00101-f001){ref-type="fig"}.

As it has been previously shown, SERS measurements performed on liquid saliva are dominated by the presence of large proteins \[[@B40-diagnostics-09-00101],[@B41-diagnostics-09-00101]\]. In order to overcome these drawbacks, the SERS measurements presented in this study have been performed on saliva samples deposited on solid nanosilver substrates produced according to the procedure described in the Materials and Methods section. After their production, the substrate's morphology was investigated by means of AFM measurements performed in semi-contact mode. A typical topographic image of the solid substrate is presented in [Figure 3](#diagnostics-09-00101-f003){ref-type="fig"}a. The solid substrate presents uniform areas created by a heat-induced self-assembling mechanism of purified AgNPs-hydroxylamine. The height of these areas is between \~70 nm and \~150 nm, as can be deduced from the height profile shown in [Figure 3](#diagnostics-09-00101-f003){ref-type="fig"}b. By considering the mean diameter of the NPs as 35 nm one can conclude that NPs organize in a 3D manner on top of the CaF~2~ glass slides. The presence of this type of large scale nanostructured plasmonic areas make them ideal substrates for SERS measurements on saliva, capable of generating reproducible and information-rich SERS signals.

The substrates ability to enhance the Raman signals has been verified on a test molecule (Methylene Blue---MB), by employing a near infrared (NIR) excitation laser (λ = 785 nm) capable of reducing the fluorescence background. The mean spectrum of 25 signal acquisitions from different areas of the substrate is presented in [Figure 4](#diagnostics-09-00101-f004){ref-type="fig"}. The vast majority of MB specific vibrational bands are present, while being fully reproducible on whole scanned surfaces with very small variations in intensity \[[@B18-diagnostics-09-00101],[@B42-diagnostics-09-00101]\]. For a proper quantitative assignment of these intensities, they are represented in kcounts/(mW·s) units.

3.2. Raman Spectrum of Saliva {#sec3dot2-diagnostics-09-00101}
-----------------------------

The analysis of saliva at the molecular level can provide important information related to the pathological mechanisms of various organs within the body \[[@B41-diagnostics-09-00101]\]. It has been reported that Raman spectroscopy of saliva can be used for narcotic usage detection, for cancer diagnostics, and in forensic medicine \[[@B40-diagnostics-09-00101],[@B43-diagnostics-09-00101],[@B44-diagnostics-09-00101],[@B45-diagnostics-09-00101]\]. Saliva is a very complex solution that has a composition dependent on different factors such as lifestyle or circadian rhythm \[[@B46-diagnostics-09-00101]\]. Whole saliva contains water as a dominant component (\>90%), but organic and inorganic molecules with important biological roles are also present in different amounts. The organic components are mainly represented by proteins, polypeptides, immunoglobulins, lipids, vitamins, hormones, and organic acids. Among the inorganic components present in saliva, thiocyanate (SCN-) is of tremendous importance, taking part in the host defense mechanisms and acting as an antioxidant agent. SCN- participates as a substrate in the lactoperoxidase-driven catalytic reduction of hydrogen peroxide forming hypothiocyanous acid (HOSCN). HOSCN is a strong antimicrobial agent that removes or inhibits pathogens, but is tolerated by the host tissue \[[@B24-diagnostics-09-00101]\]. Compared to other biofluids, saliva has higher concentrations of SCN- (0.5--3 mM) because of its necessity for antimicrobial protection \[[@B47-diagnostics-09-00101]\]. The high concentration of SCN- in the oral cavity underscores its importance. Since SCN- can be utilized by peroxidases to generate HOSCN, it was hypothesized that elevated SCN- will predispose individuals to inflammation and disease \[[@B48-diagnostics-09-00101],[@B49-diagnostics-09-00101]\]. Until now, the determination of physiological levels of salivary SCN- have been used to distinguish smokers from nonsmokers \[[@B49-diagnostics-09-00101]\]. In order to evaluate its capacity to act as a possible biomarker for IR irradiation evaluation, we have performed a combined Raman/SERS analysis on salivary samples collected from ten children (before and after IR irradiation).

In [Figure 5](#diagnostics-09-00101-f005){ref-type="fig"}, a typical Raman spectrum of dried saliva, acquired using an excitation wavelength of 785 nm, is presented. As expected, the spectrum is dominated by the organic biomolecules present in saliva.

The vibrational bands located at 1446 and 1661 cm^−1^ can be associated with the presence of lysozymes with the observation that the 1661 cm^−1^ peak is also characteristic for protein specific Amide I group \[[@B50-diagnostics-09-00101],[@B51-diagnostics-09-00101]\]. The strong Raman peak around 1002 cm^−1^ can be attributed to phenylalanine contained in amylase, lipase, or other proteins \[[@B52-diagnostics-09-00101],[@B53-diagnostics-09-00101]\]. The presence of the 1450 cm^−1^ peak has been detected in different proteins (e.g., the glycoproteins forming the mucus), but also in collagen and lipids \[[@B54-diagnostics-09-00101],[@B55-diagnostics-09-00101],[@B56-diagnostics-09-00101]\]. The peaks in the low wavenumber range of 350--550 cm^−1^ could be attributed to the presence of saccharides such as mucopolysaccharides of the mucus \[[@B57-diagnostics-09-00101],[@B58-diagnostics-09-00101]\]. The peak at 2060 cm^−1^ is specific for saliva and according to Farquharson et al. it can be attributed to thiocyanate \[[@B45-diagnostics-09-00101]\]. One of the major advantages of this vibrational peak is the fact that it does not overlap with any other biomolecular vibrations being very specific for SCN-. As a direct consequence of its biological role and ease of detection in Raman/SER spectroscopy, this peak will be used for evaluating the biological effects of IR on children.

3.3. SERS Spectrum of Saliva {#sec3dot3-diagnostics-09-00101}
----------------------------

In order to reduce the influence that proteins and large biomolecules have on vibrational spectra and to enhance the chances for specific biomarker detection in saliva, SERS measurements have been performed on dried salivary samples collected from the children included in this study, before and after IR irradiation, by using the solid plasmonic substrates described above.

### 3.3.1. SERS Spectrum of Healthy Donors {#sec3dot3dot1-diagnostics-09-00101}

A typical salivary SER spectrum of saliva, acquired using a 785 nm laser and a solid silver plasmonic substrate, is presented in [Figure 6](#diagnostics-09-00101-f006){ref-type="fig"}. The spectroscopic signature of saliva is consistent with other studies, confirming that the intensities of the bands found in saliva are proportional to their concentration \[[@B40-diagnostics-09-00101],[@B59-diagnostics-09-00101]\].

The spectrum is completely different with respect to the previously recorded Raman spectrum obtained on the same saliva sample by being dominated by several vibrational bands. Among these, the 2107 cm^−1^ peak (specific for SCN-) is by far the most intense one. The other two peaks of SCN- are present in the spectrum (441 and 735 cm^−1^). It has been shown that these vibrational modes correspond to bending and stretching vibrations of SCN- \[[@B60-diagnostics-09-00101],[@B61-diagnostics-09-00101],[@B62-diagnostics-09-00101]\]. The SERS spectra of pure thiocyanate at different physiological concentrations ranging between 0.1 mM and 3 mM, recorded on the same substrate and using identical experimental conditions are presented in [Figure S1](#app1-diagnostics-09-00101){ref-type="app"}. In the case of saliva, the 2107 cm^−1^ peak is almost ten times more intense than any other peak present in the SER spectrum. As a direct consequence of this fact, very recently the use of SCN- as a biomarker for the detection and identification of liquid and dried saliva has been reported \[[@B63-diagnostics-09-00101]\]. The presence of other components, such as proteins and amino acids, could also be detected in the SER spectrum presented in [Figure 6](#diagnostics-09-00101-f006){ref-type="fig"}. Although their intensities are greater than the Raman spectrum, the most remarkable increase is observed in the case of the vibrational bands assigned to SCN-. This is probably due to a higher affinity of SCN- molecules for metallic surfaces and to the substrates capacity to enhance the Raman signal of this very small biomolecule. A tentative assignment of the vibrational bands shown in [Figure 6](#diagnostics-09-00101-f006){ref-type="fig"} is provided in [Table 1](#diagnostics-09-00101-t001){ref-type="table"}.

### 3.3.2. SERS Spectrum of Irradiated Salivary Samples {#sec3dot3dot2-diagnostics-09-00101}

The Raman vibrations in the 350--3000 cm^−1^ spectral region were also analyzed for irradiated salivary samples. The results were superposed with those recorded before irradiation and are presented in [Figure 7](#diagnostics-09-00101-f007){ref-type="fig"}, in the case of the same sample. The results have been confirmed in the case of all other nine samples. The intensity variations of the 2107 cm^−1^ vibrational peak before/after irradiation for all the 10 samples included in this study are presented in [Table S2](#app1-diagnostics-09-00101){ref-type="app"}.

As can be seen in the figure, the spectrum of saliva differs before and after irradiation, but not in a uniform way. The only peak that showed a greater intensity in all the samples of the irradiated group is 2107 cm^−1^, which can be assigned to the -C≡N stretching of thiocyanate, most probably due to an increase of SCN- concentration in saliva induced by irradiation. It should be mentioned that in the case of all saliva samples the intensity of the 2107 cm^−1^ vibrational peak increased. However, this increase was not uniform.

The SCN- half-life in saliva is 10--14 days \[[@B63-diagnostics-09-00101]\]. In this study, we have shown that a sudden increase of its salivary concentration (observed in a very short period of time with respect to the half-life) as a consequence of irradiation can be experimentally proven by means of SERS. This represents strong experimental evidence that SCN- can be successfully used as a low-dose IR biomarker, but further quantitative analysis is still needed.

4. Conclusions {#sec4-diagnostics-09-00101}
==============

SCN's antioxidative capacity to scavenge oxidizing agents has never been directly proven experimentally until now. In this study we showed by means of SERS that an immediate increase of vibrational bands assigned to SCN- can be detected as a result of IR interaction with the oral cavity. This is a direct proof of the change of salivary SCN- concentration, probably as a result of the activation of salivary antioxidant system. Even if this change is not uniform for all samples, it is notable that this increase has been observed in the case of all investigated saliva samples presented in this study, after a very short period of time following the irradiation process (less than 30 min). These results could not be evidenced by standard Raman, but have been proven only by means of SERS measurements performed on a nanosilver solid plasmonic substrate developed in our laboratory, probably due to the high affinity of SCN- molecule for the silver surface. This work experimentally proves the major role played by SCN- in the defense mechanism and could consecrate its use as a valuable tool for pediatric radiation dose optimization. Nevertheless, these preliminary data suggest its possible use in other scientific domains of paramount interest, such as radiation and cancer research.

The following are available online at <https://www.mdpi.com/2075-4418/9/3/101/s1>.
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![UV--VIS absorption spectrum of the filtered silver colloid. The inset presents an optical image of the concentrated colloidal solution. The full width at half maximum (FWHM) value is 85 nm.](diagnostics-09-00101-g001){#diagnostics-09-00101-f001}

![**Transmission Electron Microscopy** (TEM) image of the silver nanoparticles (**a**). Statistical analysis of nanoparticles diameters obtained from TEM images (**b**).](diagnostics-09-00101-g002){#diagnostics-09-00101-f002}

![Topographic Atomic Force Microscopy (AFM) image of the solid plasmonic nanosilver substrate (**a**). Height profile of the substrate (**b**).](diagnostics-09-00101-g003){#diagnostics-09-00101-f003}

![SERS spectrum of a dried solution of Methylene Blue (MB, 1 mM) recorded using a 785 nm excitation laser.](diagnostics-09-00101-g004){#diagnostics-09-00101-f004}

![A typical Raman spectrum of dried saliva, recorded using a 785 nm laser.](diagnostics-09-00101-g005){#diagnostics-09-00101-f005}

![A typical SER spectrum of saliva (λ = 785 nm). The red arrows indicate the thiocyanate specific vibrational bands.](diagnostics-09-00101-g006){#diagnostics-09-00101-f006}

![Superposition of the SER spectra recorded before (green spectra) and after irradiation (purple spectra) for one of the patients involved in this study. The spectra have been recorded using an excitation wavelength of 785 nm.](diagnostics-09-00101-g007){#diagnostics-09-00101-f007}

diagnostics-09-00101-t001_Table 1

###### 

Assignment of the vibrational peaks recorded in the SERS spectra of human saliva.

  Raman Band (cm^−1^)   Vibrational Mode            Assignment
  --------------------- --------------------------- ------------------
  441                   S−C≡N bending vibration     Thiocyanate
  620                   C-C twisting mode           Phenylalanine
  650                   C-C twisting mode           Phenylalanine
  735                   C−S stretching vibration    Thiocyanate
  880                   v (C-C)                     Hydroxyproline
  1002                  ν~S~ (C-C)                  Phenylalanine
  1047                  ν (C-O), ν (C-N)            Proteins
  1208                  ν (C-C6H5)                  Tryptophan
  1452                  δ (C-H)                     Collagen, lipids
  1661                  ν (C=C)                     Amide I
  2107                  −C≡N stretching vibration   Thiocyanate

[^1]: These authors contributed equally to this work.
